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ABSTRACT
Although desalination by membrane processes is a possible solution to the problem of
freshwater supply, related cost and energy demands prohibit its use on a global scale.
Hence, there is an emerging necessity for alternative, energy and cost-efficient methods for
water desalination. Cyanobacteria are oxygen-producing, photosynthetic bacteria that
actively grow in vast blooms both in fresh and seawater bodies. Moreover, cyanobacteria
can grow with minimal nutrient requirements and under natural sunlight. Taking these
observations together, a consortium of five British Universities was formed to test the prin-
ciple of using cyanobacteria as ion exchangers, for the specific removal of Na+ and Cl− from
seawater. This project consisted of the isolation and characterisation of candidate strains, with
central focus on their potential to be osmotically and ionically adaptable. The selection panel
resulted in the identification of two Euryhaline strains, one of freshwater (Synechocystis
sp. Strain PCC 6803) and one of marine origin (Synechococcus sp. Strain PCC 7002) (Robert
Gordon University, Aberdeen). Other work packages were as follows. Genetic manipula-
tions potentially allowed for the expression of a light-driven, Cl−-selective pump in both
strains, therefore, enhancing the bioaccumulation of specific ions within the cell (University
of Glasgow). Characterisation of surface properties under different salinities (University of
Sheffield), ensured that cell–liquid separation efficiency would be maximised post-treat-
ment, as well as monitoring the secretion of mucopolysaccharides in the medium during
cell growth. Work at Newcastle University is focused on the social acceptance of this
scenario, together with an assessment of the potential risks through the generation and
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application of a Hazard Analysis and Critical Control Points plan. Finally, researchers in
Imperial College (London) designed the process, from biomass production to water treat-
ment and generation of a model photobioreactor. This multimodal approach has produced
promising first results, and further optimisation is expected to result in mass scaling of this
process.
Keywords: Biodesalination; Osmolytes; Biotechnological screening; Sustainable; Remediation
1. Introduction
In the year 2014, we are reaching the fulfilment of
the “International Decade for Action WATER FOR
LIFE—2005–2015” [1]. One of the milestones of this
project was to reduce by half people’s “sustainable
access to Safe Drinking Water and Basic Sanitation”
[2]. At the same time, extreme weather events have
increased the occurrence of droughts, most notably in
arid regions in close proximity to the sea [3,4]. In
addition, developing countries are more prone to these
effects [5] and these factors put together allowed for
the conception of “Biodesalination: From cell to tap”
[6]. This project envisages the utilisation of photosyn-
thetic bacteria for the removal of specific ions from
seawater, thus, providing a sustainable alternative to
seawater desalination, when compared to current
methods [7,8].
The use of photosynthetic bacteria in the direct
removal of Na+ has been previously demonstrated. For
example, cyanobacteria, or fractions that they secrete in
response to salt stress, have been shown to remove Na+
from aqueous solutions and soils, as well as enhancing
seed germination rates [9,10]. This in turn generated
the first challenge in the “Biodesalination” scenario. In
order to this process to be efficient, bacterial growth
should supply the large volumes of water that need to
be treated [11]. Furthermore, biomass should be grown
in a sustainable manner, utilising solar energy and the
minimal addition of nutrients.
Algae could be used as alternatives to wastewater
remediation, by sequestering CO2 and by capturing
phosphates and nitrates in a form that can be further
utilised. The disadvantages of using wastewater as a
nutrient source are the presence of pathogens, there-
fore, limiting its use to sanitation and irrigation. With
respect to cyanobacteria, use of wastewater is not a nec-
essary requirement, due to their natural ability to form
blooms in natural waters [12,13]. Further investigation
in the nutrient requirements of cyanobacteria, demon-
strated that the “Redfield Ratio” (C:N:p = 106:16:1)
allowed for optimal growth, while the equivalent ratio
under light limitation was C:N:p = 117:25:1 [14,15].
Understanding sodium homeostasis within a
biological system was the next step in the process.
Upon the exertion of ionic stress, cyanobacteria utilise
a number of energy-demanding processes in order to
export Na+ [16,17]. In a “biodesalination” scenario, it
is important that cells were starved of energy, there-
fore, halting active export of ions. Previous observa-
tions demonstrated that cyanobacteria accumulate
osmolytes intra- or extra-cellularly in response to ionic
stress [18]. The compatible solutes accumulated by
cyanobacteria also show hierarchy in their protective
potential against salt stress [19]. Furthermore, cyano-
bacteria are also capable of autofermentation. That is
to say, they can catabolise internally stored carbohy-
drates, including osmolytes, in the dark [20]. Taken
together, these observations suggested that an energet-
ically favourable way of growing cyanobacteria was
administration of just sufficient light and nutrients for
rapid growth, while allowing each cell enough energy
(in the form of sugars) to counteract the stress exerted
by salt. In addition, cells should be just depleted of
energy and therefore not able to actively export Na+.
As discussed in a recently published case study on
using cyanobacteria for biodesalination [6], one of the
bottlenecks in the production process is the efficient
removal of the salt laden cells from the desalinated
water without affecting the integrity of the cell mem-
brane. Cell–liquid separation techniques such as sedi-
mentation or flotation require, as a first step, the
formation of robust cell aggregates. Research suggests
that use of conventional metal salts as coagulants to
trigger aggregate formation leads to widespread cell
death and lysis during the separation process [6].
Therefore, a thorough investigation of the cell surface
characteristics and the alternative use of biopolymers
as coagulants is merited.
This study was an examination of the potential of
using biological systems for the large-scale desalination
of seawater. This manuscript addresses: (1) the screen-
ing methods employed for the selection of micro-
organisms suitable for this application. These included
both literature searches and a biotechnological
approach on strain screening and subsequent growth
optimisation, (2) the identification of an analytical
method capable of specifically detecting [Na+] and
[Cl−] in the range between 10 and 100mM and (3) the
identification of the cell surface macromolecules on
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selected strains and an investigation of the aggregation
potential based on physicochemical parameters of the
cell surface and the extended Derjaguin, Landau,
Verwey and Overbeek (XDLVO) theory, a classical
theory of colloidal stability.
2. Materials and methods
2.1. Strain selection from literature
Strain selection was initiated with the literature
screening for fast-growing algae and cyanobacteria.
This was done in order to comply with the project’s
requirements for a fast production of biomass. Results
of this initial screening can be found in Fig. 1, while
literature reviewed in this respect can be found in
Appendix 1. In addition, the nutrient requirements for
different strains were reviewed, together with the pos-
sibility of using different wastewaters for the supply
of nutrients in the form of phosphates and nitrates.
Finally, the effect of environmental conditions, such as
temperature and light regime was also evaluated.
2.1.1. Growth optimisation of selected strains
Upon considering the growth parameters reviewed
above, two euryhaline strains were selected for the
practical screening and potential application in
“biodesalination”. These were Synechocystis sp. PCC
6803 and Synechococcus sp. PCC 7002 [21,22]. Growth
of both strains was monitored in Erlenmeyer flasks
containing BG11 [23] or BG-11 Seawater (BG11-SW)
for Synechococcus PCC 7002. BG11-SW was made by
dissolving stock solutions of BG11 salts in filtered
seawater (Stonehaven, Aberdeenshire, UK). Standard
laboratory light was set at 25 μmolm−2 s−1, and ambi-
ent temperature was 22 ± 1˚C, unless otherwise stated.
Cells used for the inoculum were 3weeks old, and cell
numbers were adjusted to 2.5 million cells after inocu-
lating 100ml of sterile BG11. Light was provided by
Osram Cool White lamps, while the effects of the
duration of light (12:12, L:D or continuous light) and
the effects of light intensity (25, 50, and 95 μmolm−2
s−1) were evaluated in a Fitotron growth chamber
(Weiss Gallenkamp). Finally, the combination of
effects of different temperatures in the growth of these
strains was evaluated by incubating respective Erlen-
meyer flasks containing each culture at mid-log and
stationary phase (5 and 21 d following inoculation) in
water baths at either 22 or 28˚C.
2.2. Cell enumeration, viability and size estimation
Cell Numbers were evaluated by flow cytometry,
using the Coulter Epics-XL-MCL (Beckman Coulter).
Separation of live and dead cells was performed by
distinguishing the emissions detected in the
phycoerythrin and the fluorescein isothiocyanate
Fig. 1. Literature searches indicating the specific growth rate of different cyanobacteria, algae and mixed environmental
samples. In the figure above, it is evident that cyanobacteria appeared to have overall higher growth rates, when
compared to algae.
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channels. Size estimation (1–15 μm) was possible by
setting up the Forward Scattering detection using the
Flow Cytometry Size Calibration Kit (life Technologies).
2.3. Analytical chemistry
High-performance Liquid Chromatography was
performed using the Waters Alliance 2695 Separations
Module with the ZIC-HILIC, PEEK column (150 × 2.1 μm,
3.5 μm, 200 A˚). Gradient separation of anions and
cations was performed using the method described in
the SeQuant Application Note 2700–41A, with 20mM
ammonium acetate (pH 3.0 with acetic acid) instead of
ammonium formate. HPLC detection was performed
using the Biotage ELSD-1080. The detection
parameters were: nebuliser and evaporator tempera-
ture equal to 40˚C, air-free nitrogen flow set at 2.5 slm.
Chromatograms were acquired by Masslynx 4.0.
Standards were prepared by serial dilutions of
freshly prepared 2M NaCl (HPLC grade, Fisher)
solution in MilliQ water. Next, this stock solution was
further diluted (1:10) in 80:20 Acetonitrile: 20mM
ammonium acetate (pH 3.0) to final concentrations
ranging from 1 to 150mM. 10 μL of each standard and
three blanks were run in triplicates.
2.4. Statistical analysis
Statistical analysis of acquired data was performed
using Repeated Measurements ANOVA in SPSS (v21).
2.5. X-ray photoelectron spectroscopy
The X-ray photoelectron spectroscopy (XPS) analy-
sis was carried out as described by previously [30].
Synechocystis PCC 6803 was grown in BG-11 medium
[23] and Synechococcus PCC 7002 was grown in A +
medium [22] at 22˚C in Erlenmeyer flasks with agita-
tion at 150 rpm for adequate aeration. The light was
set to 40 μEm−2 s−1 with a 12:12 light to dark cycle. The
cells were harvested for 3 weeks post-inoculation by
centrifugation at 4,500 g for 20min at 4˚C. The
harvested cells were washed two times in distilled
water and freeze-dried before analysis. The measure-
ments were carried out on a KRATOS AXIS 165 Ultra
photoelectron spectrometer at 10 kV and 20mA using
the AL Kα X-ray source (1,486.6 eV). The take-off angle
was adjusted at 90˚ and data were collected for each
sample (two biological replicates) at three randomly
selected location (three technical replicates). The
area corresponding to each sample was 400 μm in
diameter. A survey scan was carried out (pass energy
20 eV, 0.1 eV step size) for C, O and N followed by a
high-resolution scan (pass energy 20 eV, 0.1 eV step
size) for C and O. The binding energies were norma-
lised using the C1s peak at 284.6 eV. Casa XPS soft-
ware (version 2.3.16) was used to carry out the
spectral integration.
2.6. XDLVO modelling of aggregation
The XDLVO model was carried out as described
previously [31]. Briefly, the electrophoretic mobility of
the cells was measured in 100mM KCl at pH 8 using
a Zeta potential analyser (Brookhaven Instruments,
UK) [30]. The measured electrophoretic mobilities
were converted into apparent zeta potentials assuming
the conditions for Helmholtz–Smoluchowski relation-
ship are met. The contact angle of three liquids: water,
formamide and diiodomethane with the bacterial
lawns was measured using a tensiometer (Attension,
UK) after drying the bacterial lawns until the plateau
phase of drying is reached [31]. Measured contact
angles were converted into surface tension using the
LW-AB approach [32]. The interfacial free energy of
aggregation of cells in an aqueous medium was calcu-
lated based on a sphere–sphere configuration [32].
3. Results and discussion
3.1. Overview of the growth parameters
Upon combining this information and understand-
ing the practical applications of “Biodesalination”, it
was decided that growth optimisation of selected
strains should conform to the following parameters.
Initially, a temperature between 20 and 40˚C would
allow for the utilisation of these organisms in a large
number of countries, where “biodesalination” could be
applied. A pH range between 6 and 9 will facilitate the
growth of most photosynthetic organisms researched
to date. A salinity range of 0–0.5M (NaCl), or 0–10 g
L−1 of Na+, was considered to also reflect the possible
range of salinities encountered over the utilisation of
cyanobacteria for biodesalination. A light–dark cycle
of 12:12 was considered to be a close approximation of
the annual light availability in tropical countries.
In respect to the nutritional requirements of the
two selected organisms, natural seawater
should be supplemented with 0–0.007 g L−1 phosphates
(equivalent of 0–0.04 g L−1 K2HPO4) and 0–0.25 g L
−1
nitrates (equivalent to 0–1.5 g L−1 NaNO3).
Based on some preliminary calculations, a moder-
ate estimate of bacterial cell densities achieved to date
(data not shown) was expected to be in the region of
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1014–1015 cells L−1. With ion-transport proteins present
at typical densities, one cell could transport approxi-
mately 107 of each ion per second across the mem-
brane barrier. Therefore, 1 L of cell volume should be
sufficient for the desalination of 2 L of water in 10min.
This would equate to a reduction of [Na+] and [Cl−] to
5% of the original seawater concentration.
3.2. Growth optimisation under standard laboratory
conditions
After setting the experimental parameters regard-
ing the practicalities of “biodesalination”, two strains
were selected from the literature, according to their
ability to tolerate a wide array of different salinities
[21,22]. The reasoning behind this was that the
selected strain would be exposed to 0–0.5M NaCl,
throughout its growth and during water treatment.
The organisms originally selected included a cyano-
bacterial strain of freshwater origin (Synechocystis sp.
Strain PCC 6803) and one of a marine background
(Synechococcus sp. Strain PCC 7002, formerly
Agmenellum quadruplicatum PR-6). Both strains have
already been widely used as model organisms for
understanding cyanobacterial photosynthesis and
adaptation to ionic stress, and their genomes are fully
sequenced [24–27]. A general overview of the physio-
logical adaptations of different cyanobacterial strains
to salt stress (immediate transfer to a hyperionic or
hypoionic solution) can be found in Fig. 2.
In order to achieve maximum growth of both
organisms, a previously optimised medium, BG11,
was used. BG11 is an affordable, eutrophic medium,
widely used for laboratory experiments [23]. Recipe
stock solutions of minerals were either added to dis-
tilled water (BG11) or to filtered seawater from Stone-
haven, Aberdeenshire (BG11-SW). An overview of the
growth of both strains in these media can be found in
Figs. 3(a) and 3(b) and Table 1. It is worth mentioning
that when compared with data from the literature
(Fig. 1) the specific growth observed under laboratory
conditions was lower than previously reported for
Fig. 2. Physiological adaptations of cyanobacteria to ionic stress caused by Na+. The mechanisms described above give a
brief overview of early responses, as well as long-term adaptations to high salinity.
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Synechococcus PCC 7002. On the other hand, the
specific growth rate of Synechocystis PCC 6803 was
comparable with previously reported findings. More-
over, Synechocystis PCC 6803 grew faster under stron-
ger light (95 μmolm−2 s−1), with both continuous and
intermittent illumination. Synechococcus PCC
7002, demonstrated better overall growth under low
light intensities (25 μmolm−2 s−1). Intermittent light
appeared to be beneficial for overall growth in both
strains, probably because it allowed time for light-
independent reactions of photosynthesis and/or facili-
tated carbon concentrating mechanisms to capture
CO2 and enhance photosynthesis [28,29].
With the aim to meet the growth requirements of
either strain, the availability of phosphates and
nitrates in natural seawater [30] needed to be assessed.
Further supplementations of growth media may
enhance sustainability and remediation potential of
this process. A literature review revealed the Dis-
solved Organic Nitrate/Dissolved Inorganic Phosphate
ratio in the Atlantic Ocean [28], and the availability of
phosphates and nitrates in different wastewaters. In
brief, Dairy Lagoon Water was found to have a ratio
of C:N = 3.5:1, C:p = 10:1, while domestic sewage has
the following profile: C:N = 3.5:1; C:p = 20:1 [29].
3.3. HPLC detection of Na+ and Cl−
HPLC detection of Na+ and Cl− in water allowed
for a detection range between 1 and 150mM for both
ions (Fig. 4). On the other hand, large variation in sta-
tistical replicates (n = 3), below 10mM and above 100
mM, suggested that our quantification range is within
those limits (Appendix 2).
3.4. Cell–Water separation
Given the absolute requirement for a gentle yet
effective method for the formation of cell aggregates
during the cell–water separation stage, it was decided
to study the natural cell–cell aggregation mechanisms
in the two selected strains with a view to subsequently
Fig. 3(a). Effect of intermittent light in the growth of selected cyanobacteria. Data indicated that Synechococcus PCC 7002
was growing faster than Synechocystis PCC 6803 in all light intensities tested. In contrast, Synechocystis PCC 6803
appeared to show better overall growth under high light intensities, when compared to Synechococcus PCC 7002. Error
bars indicate standard deviation (n = 3).
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engineer these natural aggregation mechanisms for
effective cell–water separation. Aggregation in bacteria
is mediated by physicochemical forces such as van der
Waals forces, electrostatic forces and acid–base interac-
tions that arise from the macromolecules on the cell
surface [31]. Therefore, changing the cell surface mac-
romolecular display can be an effective route to engi-
neering aggregation in bacteria. As a preliminary step,
in this study, the macromolecular display on the cell
surface of the two selected strains, Synechocystis PCC
6803 and Synechococcus PCC 7002, was studied using
XPS and the aggregation of each of the strains was
modelled as particle–particle physicochemical interac-
tions and described using the XDLVO theory.
3.5. Study of the cell surface macromolecules using XPS
XPS analysis can identify the nature of the macro-
molecules on the cell surface of bacteria [33]. It is a sur-
face sensitive technique because the photoelectrons
emerging from the sample, upon irradiation by X-rays,
undergo inelastic scattering within the sample and
therefore, only the photoelectrons from the surface of
the sample will be detected. Typically, the information
obtained by XPS can be attributed to arise from a depth
of 8–10 nm on the cell surface [30]. Synechococcus PCC
6803 and Synechocystis PCC 7002 were subjected to
XPS analysis. The results (Fig. 5) suggest that the cell
surfaces of the two selected strains are very different.
The surface of Synechocystis PCC 6803 is rich in poly-
saccharides whilst the surface of Synechococcus PCC
7002 predominantly contains proteins. The difference in
the functional groups present on the cell surface will
impact cell–cell interactions during aggregation.
3.6. XDLVO model of aggregation
The DLVO theory suggests that the aggregation is
a summative consequence of the attractive van der
Waals interactions and the attractive or repulsive elec-
trostatic interactions. The extended DLVO theory
(XDLVO) includes the effects of the short-range acid–
base interactions arising from polar cell surface moie-
ties, in addition to the forces considered in the DLVO
Fig. 3(b). Effect of continuous light in the growth of selected cyanobacteria. Both Synechococcus PCC 7002 and
Synechocystis PCC 6803 appeared to reach maximum growth on day 21 (week 3). Moreover, Synechococcus PCC 7002
grew best at lower light intensities, while Synechocystis PCC 6803 showed faster growth under high light intensities. It is
worth noting that the maximum cell densities achieved was ten-fold lower than when grown under intermittent light.
Error bars indicate standard deviation (n = 3).
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Table 1
Divisions per day as calculated by flow cytometry. The table below demonstrates growth rate (per day) for Synechococcus
PCC 7002 and Synechocystis PCC 6803, under different illuminations. Red indicates highest growth observed for each
organism over 3weeks of culture. Green indicates lowest growth for each organism per period.
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theory [31]. The result of the XDLVO model is a plot
of the interaction energy versus the distance of
approach between the particles. The XDLVO plot for
Synechococcus PCC 6803 and Synechococcus PCC
7002 is given in Fig. 6. It is apparent from the model
for both the strains that, as two cells approach each
other, they have to actively overcome a significant
energy barrier of greater than 1,000 kT before irrevers-
ible aggregation in the primary minimum can be rea-
lised. Therefore, the XDLVO model predicts that
Fig. 4. HPLC detection standard curve for Na+ and Cl−. The limits of quantification for both equations were limited
between 10 and 100mM. Error bars indicate standard deviation (n = 3).
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irreversible aggregation is not possible in either
strains.
However, in Synechocystis PCC 6803, the model
predicts the occurrence of reversible aggregation in
the secondary minimum, with a net attractive interac-
tion energy of 22 kT, when the cells are at a distance
of approximately 20 nm from each other. The net
attractive interaction energy at this distance occurs
due the predominance of the van der Waals forces
arising from the body of the cells and the virtual
absence of the repulsive electrostatic and acid–base
forces from the cell surface moieties. A similar revers-
ible aggregation in the secondary minimum is not
predicted for Synechococcus PCC 7002. From the
model, it is likely that Synechocystis PCC 6803 might
favour aggregate formation over Synechococcus PCC
7002. However, the model remains to be validated by
experimental means.
4. Conclusions
This manuscript explores the possibility of using
biological systems for the targeted removal of Na+
and Cl− from seawater. Utilisation of photosynthetic
organisms in that respect allow for the concept of a
cost and energy-efficient desalination, when compared
Fig. 5. XPS analysis of Synechocystis PCC 6803 and Synechococcus PCC 7002. Values denote the distribution of
macromolecules on the cell surface in the analysed sample volume. Error bars are standard deviation values.
Fig. 6. XDLVO analysis. Aggregation energies as a function of separation distance for (A) Synechocystis PCC 6803 and
(B) Synechococcus PCC 7002. G—interaction energy, GLW—interaction energy due to Lifschitz–van der Waals
component, GEL—interaction energy due to electrostatic component, GAB—interaction energy due to acid–base
component, GTOT—total interaction energy. Insets show the formation of the predicted secondary minimum at which
reversible cell aggregation might occur.
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to current alternatives. Upon consideration of the
practicality of this scenario, a range of environmental
and growth parameters were set and two suitable
organisms were selected. These include a cyanobacte-
rium of freshwater (Synechocystis PCC 6803) and one
of marine origin (Synechococcus PCC 7002). Growth
was monitored under standard laboratory conditions
and optima were defined for each cyanobacterium.
Furthermore, characterisation of surface properties
and electrophoretic mobilities facilitated modelling of
cell aggregation. The latter allows for the efficient
removal of robust cells post-treatment, possibly with-
out the addition of biopolymers as coagulants. Finally,
development of an analytical protocol that allows for
the detection of traces of Na+ and Cl−, will allow us to
further scrutinise ion mobility between saline media
and viable cells.
In this respect, tighter monitoring of the physiolog-
ical changes due to ionic stress would further enhance
the applicability of our process. Thus, it is very impor-
tant that the effects of environmental conditions and
nutrient availability are further researched in the bio-
desalination scenario. Namely, further investigation on
how changes in salinity affect cell growth and viabil-
ity. Could environmental or nutrient “switches” be
used in large-scale water treatment? Literature studies
and experimental data, suggest that use of biological
systems could be a viable alternative to current desali-
nation methods. On the other hand, there are still
some challenges to be met. Deepening our under-
standing of biological processes will allow us to scale-
up cyanobacterial growth, meeting the demands of
water treatment scenarios. In addition, further exami-
nation of cell–medium separation methods in our
experimental system will improve our prospect of
using biological systems in seawater desalination.
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Appendix 2. HPLC quantification of triplicate standards used for the generation of standard curves
Sample ID Peak area Average peak area SD % RSD. Calculated [Na+]
1mM NaCl 0.44 0.46 0.03 5.54 1.02
1mM NaCl b 0.45
1mM NaCl c 0.49
2.5mM NaCl 1.71 1.63 0.07 4.17 1.42
2.5mM NaCl 1.60
2.5mM NaCl 1.59
5mM NaCl 6.57 6.54 0.34 5.16 3.09
5mM NaCl b 6.18
5mM NaCl c 6.86
25mM NaCl 67.38 67.37 0.10 0.14 23.78
25mM NaCl b 67.26
25mM NaCl c 67.46
50mM NaCl 148.66 147.66 0.87 0.59 51.09
50mM NaCl b 147.09
50mM NaCl c 147.23
100mM NaCl 302.00 300.51 2.41 0.80 103.07
100mM NaCl b 297.73
100mM NaCl c 301.80
150mM NaCl 433.35 431.69 2.90 0.67 147.69
150mM NaCl b 428.34
150mM NaCl c 433.40
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